: Pharmacological inhibition of IGF-1 signaling in IB115 cells (A) Variations of relative cytosolic Ca 2+ concentration were monitored, by fluorescence video imaging in Fluo2-loaded IB115-empty vector cells bathed in HBSS (2 mM Ca 2+ ), without any pretreatment (control), or pretreated with Wortmannin (1 µM, 2 h) or PD98059 (10 µM, 2 h). IGF-1 (20 nM) was added in the bath medium at 200 s. Each trace corresponds to the evolution of [Ca 2+ ]cyt in one cell. Data shown are representative of three independent experiments. PD98059 reduced the number of responding cells and the magnitude of responses, whereas almost no cytosolic response was observed in Wortmanninpretreated cells. (B) Western blot analysis of IGF-1Rβ, AKT and ERK1/2 phosphorylation status in IB115-empty vector and IB115 KL cells after 24 h incubation in FBS-free medium with vehicle (DMSO) or BMS-754807 (50 nM) and then 1 h stimulation with 20nM IGF-1. Actin was used as loading control. BMS-754807 pretreatment efficiently repressed phosphorylation of IGF-1R, AKT and ERK1/2 induced by IGF-1. (C) Variations of relative cytosolic Ca 2+ concentration were monitored, by fluorescence video imaging in Fluo2-loaded IB115-empty vector cells bathed in HBSS (2 mM Ca 2+ ) without any pretreatment (control, n = 58), bathed in Ca 2+ -free HBSS medium (n = 38) or bathed in HBSS (2 mM Ca 2+ ) and pretreated with larixyl acetate (1 µM, 1 h, n = 40). IGF-1 (20 nM) was added in the bath medium at 200 s. Each trace corresponds to the evolution of [Ca 2+ ]cyt in one cell. Data shown are representative of three independent experiments. Extracellular Ca 2+ and TRPC6 activity are required for IGF-1-induced Ca 2+ -response in DDLPS cells. [Ca 2+ ]ER decrease was measured by subtracting minimal value to basal fluorescence intensity after addition of (B) ionomycin (1 µM) or (C) thapsigargin (2 µM). Reticular Ca 2+ depletion is significantly (p < 0.05) higher in IB115-KL cells only after TG addition, thus confirming increased reticular Ca 2+ leakage. Data shown sum up at least three independent experiments and correspond to median and IQR. Capacitive Ca 2+ entry has no significant impact on gemcitabine-induced cell death. To assess the role of capacitive Ca 2+ entry in gemcitabine-induced cell death, cell lines were pretreated or not for 1 h with BTP2 (10 µM) and then incubated during 72 h with 100 nM gemcitabine. Cell death was measured by TMRM-staining, analyzed by flow cytometry. Data shown sum up two independent experiments with three replicates and correspond to median with range. Figure S8 : Impact of TRPC3,6 channels inhibition on the response to OAG in IB115-KL cells. Variations of relative cytosolic Ca 2+ concentration were monitored, by fluorescence videomicroscopy in Fluo2-loaded cells. IB115-KL cells were bathed in Ca 2+ -free HBSS, without any pretreatment (control, n = 122), pretreated with Pyr3 (1 µM, 1 h, n = 41), or larixyl acetate (1 µM, 1 h, n = 74) or with Pyr3 and larixyl acetate (both at 1 µM, 1 h, n = 42). OAG (50 µM) was added in the bath medium at 200 s. Data shown are representative of three independent experiments and correspond to mean ± SD. Pyr3 reduced cytosolic Ca 2+ increase, but less potently than larixyl acetate. Combined inhibitors abrogated OAG-induced Ca 2+ -response. -free HBSS medium, without any pretreatment (control, n = 122), or pretreated with gemcitabine at 100 nM, during 24 h (n = 59) or 48 h (n = 66). TG (10 nM) was added in the bath medium at 200 s to study reticular Ca 2+ -leakage and 2 mM Ca 2+ were applied at 600 s evaluate capacitive Ca 2+ entry. In IB115-KL cells, the TG-releasable Ca 2+ pool is increased after 24 h incubation with 100 nM gemcitabine but then, Ca 2+ mobilization is reduced after 48 h treatment. Same trends are observed for capacitive Ca 2+ -entry. This suggests that gemcitabine aggravates reticular Ca 2+ -leakage in IB115-KL cells and leads to depletion of reticular Ca 2+ pools quickly after a 48 h treatment. Data shown correspond to mean ± SD. 
Supplemental Material and Methods:
Cell Cycle Analysis 100 000 cells were seeded into 6-well plates in three replicates. The day after, culture medium was replaced by culture medium supplemented or not with gemcitabine at 10 nM, 100 nM or 100 µM. After 24, 48 or 72 h incubation, cells were trypsinized, washed with PBS 1X, fixed with ice-cold 70% ethanol and kept overnight at −20 °C. Then, cells were washed twice and stained with Propidium iodide with the kit FxCycle™ PI/RNase Staining Solution ((F10797, Life Technologies Inc., brand of ThermoFisher Scientific, Waltham, MA, USA)) according to the manufacturer's instructions. Samples were analyzed by flow cytometry (FACS Calibur, BD Biosciences, San Jose, CA, USA) using BD CellQuestPro software. Cell population was selected on a FSC/SSC dot plot. Doublets and clumps were excluded by gating out single cell population on a FL2W/FL2A dot plot diagram. For each condition, 10 000 single cells were analyzed. Cell cycle analysis was performed with FlowJo v10.1 (FlowJo LLC, Ashland, OR, USA) software. The proportion of cells in each cell cycle phase was determined thanks to a histogram showing DNA content distribution.
Apoptosis assay
To perform the assay, 50 000 cells were seeded into 12-well plates in three replicates. After 24 h, IB115 cell lines were pretreated or not 1 h with the caspase inhibitor QVD-OPh (20 µM) and then incubated 72 h with gemcitabine at 100 nM. Cell death was assessed by dual Annexin V-FITC/PI staining (Dead Cell Apoptosis Kit, Molecular Probes, Eugene, OR, USA) according to manufacturer's recommendations. For each condition, 10 000 cells were analyzed by flow cytometry (FACS Calibur, BD Biosciences, San Jose, CA, USA). Data were acquired using BD CellQuestPro software. Data analysis was performed with FlowJo v10.1 (FlowJo LLC, Ashland, OR, USA) software. Cell population was selected on a FSC/SSC dot plot. The percent of late apoptotic/necrotic cells was determined by gating out the Annexin V + /PI + cell population on a FL1/FL2 dot plot diagram.
Gene expression analysis

